Objective: To evaluate the predictive value of asymptomatic early house dust mite sensitization on allergic outcomes and pulmonary functions in 7-year olds.
INTRODUCTION
House dust mite (HDM) is one of the common aeroallergens that cause chronic allergic inflammation through both innate and adaptive immunity routes. 1, 2 Allergic immune responses lead to mucosal or epithelial damage accompanied by atopic symptoms and signs. In cross-sectional studies, sensitization to HDM was clearly related to asthma, 3 increased fractional exhaled nitric oxide (FeNO), and decreased pulmonary functions. 4 However, The relationship between the development of atopic diseases and early exposure to HDM is controversial. [5] [6] [7] The longitudinal data about allergic outcomes of asymptomatic infants or toddlers with early HDM sensitization is inadequate.
Due to the humid environment in Taiwan, HDM is the leading allergen that may contribute toward worsening of asthma, allergic rhinitis, and atopic dermatitis. 8 The most common HDM in Taiwan is Dermatophagoides pteronyssinus. The Prediction of Allergies in Taiwanese Children (PATCH) study is a healthy birth cohort study, focusing on the epidemiology and risk factors of allergies and asthma in Taiwanese children. In our previous study, around age 2 years, the prevalence of sensitization to aeroallergen became predominent. 9 Approximately 30% of children were already sensitized to D. pteronyssinus at the age of 1.5-2 years, but more than two-thirds of them presented without any atopic symptoms or diseases. Long-term exposure and sensitization to HDM even without symptoms could cause chronic upper airway mucosal inflammation. 10 Therefore, we attempted to evaluate the influence of early asymptomatic HDM sensitization on allergic diseases and lung functions in this cohort. At age 7 years, the relationship between early HDM sensitization and physician-diagnosed asthma was assessed. Other objective tools such as FeNO and pulmonary function tests were also implemented.
METHODS

Study design and study population
This PATCH study is a general population cohort, and not a cohort of high-risk newborns. The enrollment for the PATCH study was conducted at Keelung Chang Gung Memorial Hospital from October 2007 to September 2010. The detailed enrollment process, including inclusion and exclusion criteria, has been described previously. 11 In brief, pregnant mothers were invited to join the study at a gestational age of 32 weeks. After informed consent was obtained, detailed prenatal information was collected. Healthy newborns with more than 34 weeks of gestation were enrolled, and cord blood was collected at birth. The study was approved by the Human Research Ethics Committee of Chang Gung Memorial Hospital (No. 100-0201B).
These children received a follow-up at age 6 months, 1 year, 1.5 years, 2 years, and then yearly thereafter. At each visit, parents complete a questionnaire, modified from the International Study of Asthma and Allergies in Childhood (ISAAC) study, to gather information about allergic symptoms. Children were evaluated by pediatric allergists and pulmonologists. We defined the children with D. pteronyssinus sensitization at 1.5-2 years of age as the early HDM sensitized group. At age 7 years, atopic diseases were diagnosed by pediatric allergists and pulmonologists. Asthma diagnosis was based on the 2017 Global Initiative for Asthma guideline. 12 For uncertain cases, repeated pulmonary function tests were performed. If necessary, bronchodilator tests or methacholine challenge tests were conducted. Allergic rhinitis was diagnosed based on typical symptoms, physical examinations, and allergy tests. 13 Atopic dermatitis was diagnosed by characteristic distributions of recurrent pruritic rashes with exudates, dryness, and/or lichenification, as described by Hanifin. 14 
Measurement of fractional exhaled nitric oxide
Fractional exhaled nitric oxide (FeNO) was measured by using a hand-held electrochemical analyzer (NIOX MINO; Aerocrine AB, Sweden) following the 2005 American Thoracic Society/ European Respiratory Society (ATS/ERS) recommendations for standardized single-breath online measurement. 16 Children were refrained from eating, drinking, and vigorous exercise for at least 1 hour before FeNO measurement; nitrate or nitrate-containing foods were avoided the night before measurement.
Measurement of pulmonary function tests
Pulmonary functions were measured using spirometry (Spirolab IIÒ; Medical International Research, Roma, Italy) following the ATS/ERS recommendations, 17 and 3 acceptable tests were recorded. The highest forced vital capacity (FVC) and forced expiratory volume in the first second (FEV1) were documented, and percentages of the predicted values were calculated.
For bronchodilator reversibility tests, the children received 200 mg of fenoterol (BerotecÒ, 100 mg per puff, metered-dose inhaler; Boehringer Ingelheim, Germany) through a valved spacer with a face mask. Two separate doses were delivered at 30-second intervals. FEV1 and FVC values were recorded by spirometry after 2 doses of bronchodilator.
Methacholine challenge tests were performed according to the 2017 ERS technical standard. 18 Provocative concentrations causing a 20% fall in FEV1 (PC 20 ) were calculated. PC 20 4 mg/mL was defined as airway hyperresponsiveness according to the ERS technical standard.
Statistical analysis
The relationship between sensitization to D. pteronyssinus and atopic diseases was analyzed using a Chi-square test. Univariate and multivariate logistic regression were applied to analyze the risk factors for allergic diseases outcomes at age 7 years. During univariate logistic regression, variables with a P value less than 0.1 were included in the subsequent multivariate logistic regression.
While calculating odds ratios within the atopic dermatitis group, we used Haldane correction because all children with atopic dermatitis at age 7 years already had D. pteronyssinus sensitization at age 1.5-2 years. In several birth cohort studies, cord blood soluble Fas ligand and serum vitamin D levels were associated with allergic sensitization and atopic diseases. 19, 20 Therefore, both of them were considered as confounding factors during analysis. Group comparisons were performed using the Mann-Whitney U test for FeNO and lung function test results. All hypothesis testing was two-sided with a priori levels of significance set at P < 0.05. Statistical analyses were performed with IBM SPSS Statistics for Windows, version 20 (IBM Corp., Armonk, N$Y., USA).
RESULTS
Subject characteristics
A total of 258 newborns were enrolled at birth. At age 7 years, 132 children were evaluated. Ten (7.6%) children were diagnosed with asthma, 77 children (58.3%) had allergic rhinitis, and 9 children (6.8%) had atopic dermatitis. Nine of 10 asthma children had allergic rhinitis. All cases with atopic dermatitis had allergic rhinitis. There was no overlap between asthma and atopic dermatitis cases. The baseline characteristics between the 132 children at age 7 years and all 258 children enrolled initially had no statistically significant difference ( Table 1) .
The prevalence data of D. pteronyssinus sensitization
The prevalence of D. pteronyssinus sensitization increased gradually from 1.9% at age 6 months, 8.7% at age 1 year, 28.0% at age 1.5-2 years, 48.0% at age 3 years, 55.2% at age 4 years, and 63.2% at age 7 years ( Fig. 1 ). Among the D. pteronyssinus sensitized toddlers at age 1.5-2 years, 68.2% had no allergic symptoms. Sensitization to D. pteronyssinus at age 1.5-2 years was not associated with any atopic diseases at age 1.5-2 years. Of 44 toddlers sensitized to D. pteronyssinus at age 1.5-2 years, 43 (97.7%) continued to be sensitized to D. pteronyssinus at age 7 years. Among 113 non-sensitized toddlers at age 1.5-2 years, 32 cases (27.8%) became sensitized to D. pteronyssinus at age 7 years. Up to 78.7% of children with atopic diseases at age 7 years were sensitized to D. pteronyssinus.
Association of early HDM sensitization and atopic diseases at age 7 years
The toddlers with early HDM sensitization, compared with the non-sensitized toddlers, had higher probabilities of asthma (14.7% vs. 2.9%, P ¼ 0.025), allergic rhinitis (85.3% vs. 45.7%, P < 0.001), and atopic dermatitis (20.6% vs. 0.0%, P < 0.001) at age 7 years. In multivariate logistic regression, early HDM sensitization was associated with higher risks of asthma (OR ¼ 13.4, 95% CI, 1.2 to 153.0; P ¼ 0.037) and allergic rhinitis (OR ¼ 10.2, 95% CI, 2.1 to 49.6; P ¼ 0.004) at age 7 years after we adjusted for confounding factors, including gender, birth condition, atopic family history, environmental risk factors, and socioeconomic backgrounds ( During logistic regression analysis, we noticed other factors were associated with allergic rhinitis at age 7 years. Living in houses with minimized dust accumulating objects was a protective factor for allergic rhinitis at age 7 years ( Table 2) . Other measures to eliminate HDM such as a dehumidifier, air cleaner, avoidance of plush toys, and allergen-impermeable mattress covers showed no protective effects. Toddlers with higher vitamin D levels at age 1.5-2 years had a significantly lower risk of allergic rhinitis at age 7 years ( Table 2 ). In univariate logistic regression, soluble Fas ligand levels were significantly associated with allergic rhinitis at age 7 years. However, in multivariate logistic regression soluble Fas ligand levels did not reach a priori levels of significance. 
Association of early HDM sensitization and lung function changes at age 7 years
Statistical analyses of children with asymptomatic early HDM sensitization
Asymptomatic toddlers with early HDM sensitization, compared with non-sensitized asymptomatic toddlers, still have higher risks of asthma (12.5% vs. 1.7%, P ¼ 0.040), allergic rhinitis (83.3% vs. 43.1%, P < 0.001), and atopic dermatitis (20.8% vs. 0.0%, P < 0.001) at age 7 years. Likewise,
Variables
Univariate Fig. 2A ) and higher changes of FEV1 (7.0% [IQR: 5.5 to 13.0] vs 4.0% [IQR: 1.5 to 9.0], P ¼ 0.017, Fig. 2B ) after bronchodilation at age 7 years. The asymptomatic toddlers with early HDM sensitization also had higher probabilities to have airway hyperresponsiveness than the non-sensitized asymptomatic children (25.0% vs. 6.3%, P ¼ 0.030).
DISCUSSION
Although HDM is a common trigger to induce acute deterioration of asthma or atopic dermatitis, its role in the initiation of asthma and other atopic diseases is still controversial. While some birth cohort studies demonstrated that early exposure to HDM increased risks of asthma and atopic dermatitis development, 5, 6 other studies have questioned this correlation. 7, 21 The relationship between exposure and sensitization to HDM is not straightforward and could be influenced by genetic background, the time of exposure, and environmental factors. 22 In children with atopic dermatitis, skin barrier dysfunction can lead to increased penetration of allergens transcutaneously, with subsequent potential sensitization to both food and aeroallergens, including house dust mite. 23 Early sensitization to HDM caused chronic inflammation and type 2 immune responses even in asymptomatic individuals. 10 In the German Multicenter Allergy Study, sensitization to HDM before age 3 years, rather than exposure to HDM, was associated with wheezing and bronchial hyperresponsiveness at age 7 years. 21 Our data showed that early sensitization to HDM, before symptoms or diseases developed, resulted in asthma, lung function deterioration, and other atopic diseases at age 7 years.
The correct interpretation of early HDM sensitization results is important for clinicians because sensitization to HDM before age 2 years is not a rare occurrence. In Belgium, a study reported that 28% of children aged 0-2 years were sensitized to aeroallergens, and the most commonly identified allergen was HDM. 24 Clinicians often face a dilemma when they try to explain positive HDM allergy test results to parents whose children are asymptomatic. Based on our data, clinicians may need to explain the results cautiously and monitor toddlers with early HDM sensitization on a consistent basis, specifically in countries with a high prevalence of HDM allergy.
HDM sensitization deteriorates lung functions in atopic patients. In adults, a cross-sectional study reported that HDM sensitization caused patients to have a decreased FEV1, increased PC 20 concentration, and increased FeNO levels. 4 In children, early wheezers at preschool age without atopy had normal lung functions at school age. By contrast, the children sensitizing to HDM before age 3 years Increasing evidence shows that vitamin D acts as a hormone and mediates cardiovascular, oncological, autoimmune, and allergic disease manifestations in humans. 26 Previously, our groups demonstrated that cord blood and maternal vitamin D levels were associated with allergic sensitization and atopic manifestation in preschool-aged children. 27, 28 The longitudinal trajectory of vitamin D deficient patterns was clearly associated with HDM sensitization and eosinophilia. 20 This study further demonstrated that children with low vitamin D levels at age 1.5-2 years had higher risk to develop allergic rhinitis at age 7 years.
One limitation of this study is that the PATCH birth cohort study is a relatively small cohort. Only 10 cases with asthma and 9 cases with atopic dermatitis were identified at age 7 years. Larger birth cohorts are required to validate the findings observed in this study. Another limitation is that a high percentage of participants withdrew voluntarily or were lost to follow-up. The loss to follow-up is a common challenge to many birth cohort studies. The follow-up rate of the PATCH birth cohort study was comparable to the rates of other birth cohorts, which included serial blood samplings and lung function tests in their protocols. 21, 29 In this study, the basic characteristics of the children evaluated at age 7 years remained similar to the population enrolled initially.
The strength of this study is that the PATCH birth cohort study is a general population cohort, and not a cohort of high-risk newborns. In addition, the diagnosis of asthma and other atopic diseases was based on long-term histories and physician's diagnosis, which make atopic outcomes more accurate. The lung function tests and FeNO were implemented to provide subjective parameters about the allergic outcomes.
In conclusion, children with early sensitization to D. pteronyssinus were at risk of having asthma, allergic rhinitis, and abnormal lung functions at age 7 years, despite being asymptomatic before the age 2 years. Clinicians need to closely monitor the asymptomatic toddlers with early HDM sensitization in order to provide prompt diagnosis and treatment when they develop atopic diseases. 
